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Abstract Lipids fulfill multiple and diverse functions in
cells. Establishing the molecular basis for these functions has
been challenging due to the lack of catalytic activity of lipids
and the pleiotropic effects of mutations that affect lipid com-
position. By combining molecular genetic manipulation of
membrane lipid composition with biochemical characteriza-
tion of the resulting phenotypes, the molecular details of novel
lipid functions have been established. This review sum-
marizes the results of such a combined approach to defining
lipid function in bacteria.—Dowhan, W. Molecular genetic
approaches to defining lipid function. J. Lipid Res. 2009.
S305–S310.
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THE CHALLENGE IN DEFINING LIPID FUNCTION
Individual lipid classes, such as phospholipids, sphingo-
lipids, sterols, and glycolipids, are composed of a broad
spectrum of individual species that differ in the nature of
their hydrophobic and hydrophilic moieties so that the
complexity of the lipidome may exceed that of the pro-
teome (1). Lipids define the permeability barrier of cells
and organelles, are integral components of multisubunit
protein complexes, provide the solvent within which mem-
brane proteins fold, support and influence membrane
associated processes, provide precursors for macromolecu-
lar synthesis, and act as regulatory molecular signals. Un-
covering potential roles for lipids using solely biochemical
approaches is limited by the lack of inherent catalytic ac-
tivity so that many putative functions have been based on
how a particular lipid affects a reconstituted biological pro-
cess. Although extensive data exist on the physical organi-
zation and chemical properties of lipids in solution, it has
not always been possible to translate this information into
biological function.
Therefore, verification of function by genetic approaches
is particularly important in defining a physiological role for
a lipid. However, lipid composition is not encoded by genes
but is defined by metabolic pathways dependent on sets of
enzymes. Thus, mutations must be made in enzymes of lipid
metabolism. Elimination of a major lipid may compromise
membrane integrity resulting in cell death before other
functions are affected. Changes along a pathway results in
changes in minor intermediates that play important roles.
In spite of these limitations, molecular genetics when com-
bined with biochemical approaches have defined the molec-
ular basis for unexpected functions of lipids. This review
focuses primarily on examples of lipid functions in bacteria
as a means for uncovering unexpected roles for lipids that
can be generalized to more complex organisms.
BIOCHEMISTRY AND GENETICS OF
PHOSPHOLIPIDS SYNTHESIS
The pathways leading to the major glycerol phosphate-
based phospholipids of Escherichia coli (Gram negative)
have been established for over 50 years, and the genes
encoding all but one of the enzymes have been identified,
cloned, and sequenced (Fig. 1) (1). Multiple gene products
are identified that dephosphorylate phosphatidylglycerol
(PG)-phosphate, but the enzyme primarily responsible for
this step is not known (2). The combined phospholipid com-
position of the inner membrane lipid bilayer and inner
leaflet of the outer membrane bilayer varies with growth
conditions between 70–80% phosphatidylethanolamine
(PE), 20–25% PG, and 5–10% cardiolipin (CL), with the
remaining intermediates comprising less than 5%. The outer
leaflet of the outer membrane is almost exclusively com-
posed of diglucosamine-based phospholipid (3). The ex-
tensive amount of biochemical and genetic information
coupled with a simple membrane structure makes E. coli
an excellent organism in which to define functions for
phospholipids. Bacillus subtilis (Gram positive) has a similar
phospholipid composition, but also contains an additional
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zwitterionic phospholipid lysyl-PG (4) as well as up to 40%
neutral glycolipids, such as monoglucosyl diacylglycerol
(MGlcDAG) and diglucosyl diacylglycerol, which are syn-
thesized by the transfer of glucose from UDP-glucose to
diacylglycerol (5).
Null mutations in genes prior to the synthesis of CDP-
diacylglycerol are lethal. Null mutations in genes encoding
the remaining reactions are viable and exhibit a variety of
phenotypes. Therefore, varying the ratio of zwitterionic
and amine containing phospholipids [phosphatidylserine
(PS) and PE] to the anionic phospholipids (PG and CL)
by genetic manipulation can be used to probe lipid func-
tion. However, only reduction in enzyme levels and not
overproduction of enzymes affect phospholipid composi-
tion and cell properties (6, 7).
Elimination of PG and CL via a DpgsA (null) mutant
is lethal (8). However, a group of suppressor mutations al-
lows near normal growth of null mutants (9). Null mutants
in cls also lack strong phenotypes but display impaired
survival in stationary phase, increased sensitivity to some
antibiotics (10), and resistance to freeze-thaw cycles (11).
Interestingly, Dcls strains still contain trace levels of CL,
which may be a result of some promiscuity in the PS
synthase reaction (12).
Reduction of PE to 30–40% in temperature sensitive
pssA and psd mutants results in filamentous cells and
growth arrest (13, 14). However, addition of mmolar
amounts of Ca12 or Mg12 to the growth supports growth
as filamentous cells, which is also the case for DpssA mu-
tants completely lacking PS and PE (15). Besides defects
in cell division, DpssA cells have multiple defects in solute
transport across the inner membrane (16) and weakened
outer membrane barrier function that allows leakage of
periplasmic proteins (17).
Phenotypes of mutants in phospholipid metabolism
in B. subtilis differ significantly from E. coli, although they
contain similar phospholipids except for low amounts of
lysyl-PG. Null psd or pss mutants lacking PE or PE and PS
grow normally without divalent metal ion supplementation
but show increased levels of MGlcDAG (4), suggesting a
compensation for the lack of PE. Mutants of B. subtilis
lacking glycolipids show an elongated and coiled mor-
phology, which is greatly accentuated in the absence in
PE (4). These morphological defects are attenuated by
addition of Mg12 to the growth medium. Engineering
the synthesis of MGlcDAG in PE-lacking E. coli cells sig-
nificantly lowers the divalent metal ion requirement and
prevents filamentous growth supporting a common role
for PE and MGlcDAG in cell function (17).
DEFINING FUNCTIONS FOR PE
Properties of cells lacking PE
Divalent cations support the growth of pssA mutants but
do not suppress filamentous growth suggesting that PE is
required for a late step in cell division. Cell division pro-
teins assemble on the Z-ring scaffolding at potential divi-
sion sites between multiple genomes along filamentous
cells, but the frequency of cell constriction is dramatically
reduced and out of sync with cell growth and DNA replica-
tion (18). A role for PE in a late step of cell division has
also been documented in yeast (19) and somatic cells
(20). Although the molecular details of PE involvement
in cell division remain to be established, the combination
of genetic and biochemical approaches uncovered an un-
recognized role for PE.
The divalent metal ion requirement of DpssA mutants
suggests a change in the physical properties of mem-
branes lacking the nonbilayer lipid PE (1). The order of
divalent ion effectiveness in suppressing growth arrest is
Ca12 .Sr12 .Mg12, with Ba12 being ineffective (21). This
is the same order of the potency for inducing the non-
bilayer phase for CL, which is a major lipid in the mutant.
Because Ca12 and Sr12 are actively excluded from the cell
interior and Mg12 concentrations in the cytoplasm are
high, the divalent metal ion requirement may be for sta-
bility of the outer leaflet of the inner or the outer mem-
brane. The leakiness of the outer membrane to proteins
may be due to the lack of ethanolamine (derived from
PE) decoration of lipopolysaccharide chains (22) resulting
in an increase in their negative charge nature.
Membrane phospholipid composition in support of solute
transport function
Membranes contain secondary solute transporters that
couple the uphill transport of substrates with the downhill
movement of protons or other cations in order to concen-
trate solutes from the growth medium or expel solutes
from the cytoplasm. These transporters also move solute
down a concentration gradient to equilibrate solutes across
the membrane in energy independent transport. The most
extensively studied transporter is the lactose permease
(LacY) of E. coli, which is a paradigm for secondary trans-
porters throughout nature (23). Reconstitution of uphill
transport in liposomes containing LacY was shown to re-
quire PE but not PG or CL. The physiological significance
of this observation was validated when the same results
were shown in wild-type versus DpssA cells (16). Therefore,
Fig. 1. Pathway for synthesis of the major phospholipids of
E. coli. Steps in the pathway are indicated and catalyzed by the
following enzymes, which are encoded by the indicated gene: 1)
CDP-diacylglycerol synthase; 2) phosphatidylserine (PS) synthase;
3) PS decarboxylase; 4) phosphatidylglycerol (PG)-P synthase; 5)
PG-P phosphatase; 6) cardiolipin (CL) synthase.
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the combination of genetic manipulation and biochemical
studies demonstrated a physiological role for PE in sup-
porting the function of LacY.
Probing of the molecular basis of the PE requirement
led to unexpected new insight into the role of lipids in
the assembly and topological organization of membrane
proteins. Topogenesis is the process by which integral
membrane proteins orient their transmembrane domains
(TMs) with respect to the plane of the membrane bilayer.
Membrane protein topology can be determined by em-
ploying the substituted cysteine accessibility method as
applied to TMs, which is reviewed elsewhere (24).
LacY is a 12-TM spanning membrane protein containing
independently folding N-terminal and C-terminal 6-TM
helical bundles that are connected by a long cytoplasmic
domain (C6) (Fig. 2). When assembled in PE-lacking cells,
the N-terminal helical bundle is completely inverted with
respect to the C-terminal bundle (25). TM VII no longer
spans the membrane and is exposed to the periplasmic
side of the membrane (26). TM VII contains two negatively
charged amino acids that are salt bridged to positive resi-
dues in TMs IX and X, which normally stabilize this hydro-
philic domain in the membrane. In order for inversion of
the N-terminal bundle to take place, a reorganization must
occur resulting in an odd number of TMs and disruption
of the salt bridges. A D240I mutation in TMVII, which in-
creases the hydrophobicity of TMVII, prevents inversion
of the N-terminal bundle (26). Induction of PE synthesis,
using a mutant with the pssA gene under control of an
inducible promoter (26), after aberrant assembly of LacY
in PE-lacking cells, resulted in reinsertion of TMVII and
reorientation of most of the N-terminal helical bundle ex-
cept for TMs I and II. This dramatic reorientation demon-
strates that the organization of large membrane domains is
dynamic and subject to changes in membrane properties
after attaining a compact folded state.
Fig. 2. Topological organization of lactose permease (LacY) as a function of membrane lipid composition. Topology of LacY initially
assembled in phosphatidylethanolamine (PE)-containing (A) or PE-lacking (B) cells is shown. The topology of LacY after induction of
PE synthesis postassembly of LacY in PE-lacking cells is also shown (C). LacY is oriented with the cytoplasmic face up and the periplasmic
face down. Rectangles (orange and red) indicate helical transmembrane domains (TMs) numbered in Roman numerals from the N-
terminus (NT) to the C-terminus (CT). The extramembrane domains connecting the TMs are named based on their topological disposition
in PE-containing cells as indicated by the prefix “C” for cytoplasmic (red) or “P” for periplasmic (green). Numbers in parentheses are the
net charge of each domain containing positively (red dot) and negatively (green dot) charged residues. The large plus and minus signs indi-
cate the amino acids involved in salt bridges that stabilize TM VII in the membrane.
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The phenylalanine (PheP) (27) and g-aminobutyrate
(GabP) (28) permeases also display topological inversions
in PE-lacking cells where the N-terminal two-TM hairpin
is inverted and TMIII acts as a molecular hinge to the re-
maining protein. Several other amino acid and sugar per-
meases lack uphill transport function in PE-lacking cells
(Bogdanov, M. and Dowhan, W., unpublished results) indi-
cating that sensitivity of topological to lipid composition is
widespread among secondary transporters.
Lipid-protein charge balance hypothesis
A systematic investigation of the charge of the lipid
bilayer surface and the charge of the normally cytoplasmic
domains of lipid-sensitive membrane proteins reveals that
lipid-protein charge interactions are a determinant ofmem-
brane protein topology. A completely anionic lipid mem-
brane surface results from lack of PE (no net charge).
Introduction of the neutral glycolipids MGlcDAG (29) or
diglucosyl diacylglycerol (30) into a PE-lacking cell restores
wild-type topological organization to LacY. Phosphatidyl-
choline also supports wild-type topology of LacY in vivo
(30) and in proteoliposomes (31). Therefore, a primary
role for PE appears to be dilution of high negative charge
density due to PG and CL.
A complementary result was found when the charge
nature of the cytoplasmic domains of LacY is systematically
changed. All extra-membrane domains of LacY (Fig. 2) fol-
low the positive inside (i.e., cytoplasmic) rule as do the
majority of integral membrane proteins (32). The cytoplas-
mic domains of LacY contain a mixture of positively and
negatively charged residues. Neutralizing any one of the
multiple negatively charged residues in the cytoplasmic
face of the N-terminal bundle in a position independent
manner or addition of a single positively charged residue
to this face of the bundle prevents inversion in PE-lacking
cells (26). Addition of negatively charged residues to the
cytoplasmic face of the N-terminal bundle induces in-
version in PE-containing cells but requires addition of
multiple negative charges. The results are consistent with
the dominant effects of positively charged residues over
negatively charged residues as topological determinants
in normal cells. The results also support a charge inter-
action between the lipid headgroups and the charges of
the cytoplasmic loops in determining topology (i.e., de-
creasing the negative charge density of the membrane
surface or increasing the positive charge of the cytoplasmic
domains work in a complementary manner to maintain
normal topology). The results also suggest that PE damp-
ens the translocation potential of negatively charged resi-
dues thereby strengthening the positive inside rule. Thus
an important physiological role for PE is to allow the
presence of negatively charged residues in cytoplasmic do-
mains for functional purposes without affecting topology.
DEFINING ANIONIC LIPID FUNCTION
Anionic lipids are in lower amounts than zwitterionic
and neutral lipids as membrane components throughout
nature. Many of the functions assigned to these anionic
lipids are as membrane docking platforms for amphitropic
proteins. In bacteria, there is a preference for a particular
anionic lipid species, but, in general, any anionic lipid will
partially or fully support function (9). Cells nearly devoid
of CL appear normal. Complete lack of PG and CL can
largely be compensated by an increase in anionic lipid
precursors. Therefore, defining specific roles for anionic
lipids is a more difficult undertaking and relies heavily
on strong in vitro biochemical effects correlated with
weak phenotypes evident in mutants with reduced anionic
lipid content.
Lipid domains
Biological membranes are not composed of homoge-
neous and static distributions of proteins and lipids but
rather are a dynamic array of lipid and protein subdo-
mains that fluctuate with time in size, composition, and
location (33). Primary focus has been on the role of lipid
enrichment at the septal and polar regions of bacteria.
The CL-specific fluorescent dye 10-N -nonyl acridine or-
ange (NAO) localizes at the septal and polar regions of
living E. coli cells (34) and mini-cells (small membrane
vesicles devoid of DNA) that bud from the polar regions
of E. coli DminCDE (three component system responsible
for positioning Z-ring at septum) mutants are highly en-
riched in CL (35). Similar localization of NAO is observed
in B. subtilis (36) and Pseudomonas putida (37). Mutants of
E. coli lacking PE display multiple sites of NAO binding
in the region of aborted septa and along the surface of
the filamentous cells (34). NAO localization is not ob-
served in CL synthase mutants. Biophysical studies strongly
support a separation of PE and PG into different domains
in E. coli membranes (38).
Therefore, lipid-enriched domains clearly exist in bac-
teria and provide a means to localize and organize molec-
ular assemblies on the membrane surface. These domains
are enriched in anionic phospholipids, which provide a
binding site for amphitropic proteins containing positively
charged amphipathic helices. Many amphitropic proteins
bind anionic lipids in a functional manner in vitro and are
also localized to the septal and polar regions of cells, provid-
ing evidence for a functional role of anionic lipid domains.
Cell processes stimulated by anionic lipids
Mutants with reduced PG/CL levels show a reduced
rate of SecA protein-dependent protein translocation ac-
ross the cytoplasmic membrane (39). This correlates with
strong binding of SecA to and stimulation of its ATPase
activity by liposomes containing increasing amounts of
anionic phospholipids (40). Reconstitution of transloca-
tion of proteins across E. coli inner membrane vesicles
shows a strong dependence on anionic phospholipid con-
tent, which was varied by regulated expression of the pgsA
gene (40).
The ATP-bound form of DnaA protein initiates a single
round of DNA replication, which results in the inactive
ADP bound form that is rejuvenated to the DnaA-ATP
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form through interaction with anionic phospholipids,
which is common to many bacteria (41). Down-regulation
of pgsA gene expression results in cell arrest that is sup-
pressed by mutations that bypass the need for DnaA (42).
A mutation that increases the affinity of DnaA protein for
anionic lipids (43) suppresses the growth arrest of mutants
with low anionic phospholipid content.
Cell division in E. coli is initiated by polymerization of
FtsZ protein into the Z-ring at mid-cell, which is dependent
on exclusion of FtsZ from the polar anionic lipid domains
by MinCDE proteins (44). MinD shows self-association
and high affinity cooperative binding to anionic lipids
dependent on ATP (45). Binding of MinE to MinD induces
ATP hydrolysis and release of MinD from the membrane.
MinC also associates with MinD and is an inhibitor of
Z-ring formation. This cycle results in oscillation of the
MinCD complex from pole to pole where it is of highest
concentration thus restricting Z-ring formation at mid-cell.
Similar interaction of MinD and anionic lipids has been
observed in Gram positive bacteria (33). In E. coli lacking
PE, the dwell time of MinD on the membrane is increased
and its cycling pattern is disrupted, which results in mis-
placed oscillating focal points that follow the pattern of the
CL-enriched domains detected by NAO (45). This colocali-
zation of MinD and CL domains in the mutant further sup-
ports a physiological role for anionic lipids in MinD function.
Biophysical studies showed that the affinity of the MinD-ATP
for liposomes containing a mixture of zwitterionic and an-
ionic phospholipids is dramatically increased when phase
separation of these lipids is induced (46, 47). The above
results demonstrate a strong correlation using biochemical
and genetic approaches between the existence of anionic
lipid domains and the organization and function of sev-
eral amphitropic ATPases responsible for a broad range of
membrane-associated processes.
CONCLUSIONS
Through a combination of genetic and biochemical
approaches, the scope of functions for membrane lipids
has been broadened beyond simply defining membrane
barrier function and providing a solvent for membrane
proteins. Initial clues have come from both approaches,
but only the combination of both approaches has provided
definitive evidence for the unexpected physiological roles
of lipids. Genetic manipulation of cells has uncovered
many unsuspected roles for lipids that have led to the
design of biochemical approaches to further define the
molecular detail of lipid involvement. Studies in bacterial
provide a rationale for investigations of similar roles in
more complex organisms.
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